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********** Welcome to STN International ********** 

NEWS 1 Web Page for STN Seminar Schedule - N. America 

NEWS 2 JUL 28 CA/CAplus patent coverage enhanced 

NEWS 3 JUL 28 EPFULL enhanced with additional legal status 

information from the epoline Register 
NEWS 4 JUL 28 IFICDB, IFIPAT, and IFIUDB reloaded with enhancements 
NEWS 5 JUL 28 STN Viewer performance improved 
NEWS 6 AUG 01 INPADOCDB and INPAFAMDB coverage enhanced 
NEWS 7 AUG 13 CA/CAplus enhanced with printed Chemical Abstracts 

page images from 1967-1998 
NEWS 8 AUG 15 CAOLD to be discontinued on December 31, 2008 
NEWS 9 AUG 15 CAplus currency for Korean patents enhanced 
NEWS 10 AUG 27 CAS definition of basic patents expanded to ensure 

comprehensive access to substance and sequence 

information 

NEWS 11 SEP 18 Support for STN Express, Versions 6.01 and earlier, 

to be discontinued 
NEWS 12 SEP 25 CA/CApius current-awareness alert options enhanced 

to accommodate supplemental CAS indexing of 

exemplified prophetic substances 
NEWS 13 SEP 26 WPIDS, WPINDEX, and WPIX coverage of Chinese and 

and Korean patents enhanced 
NEWS 14 SEP 29 IFICLS enhanced with new super search field 
NEWS 15 SEP 29 EMBASE and EMBAL enhanced with new search and 

display fields 

NEWS 16 SEP 30 CAS patent coverage enhanced to include exemplified 

prophetic substances identified in new Japanese- 
language patents 

NEWS 17 OCT 07 EPFULL enhanced with full implementation of EPC2000 
NEWS 18 OCT 07 Multiple databases enhanced for more flexible patent 
number searching 

NEWS 19 OCT 22 Current-awareness alert (SDI) setup and editing 
enhanced 

NEWS 20 OCT 22 WPIDS, WPINDEX, and WPIX enhanced with Canadian PCT 
Applications 

NEWS 21 OCT 24 CHEMLIST enhanced with intermediate list of 

pre-registered REACH substances 
NEWS 22 NOV 21 CAS patent coverage to include exemplified prophetic 

substances identified in English-, French-, German-, 

and Japanese-language basic patents from 2004-present 
NEWS 23 NOV 26 MARPAT enhanced with FSORT command 
NEWS 24 NOV 26 MEDLINE year-end processing temporarily halts 

availability of new fully-indexed citations 
NEWS 25 NOV 26 CHEMSAFE now available on STN Easy 
NEWS 26 NOV 26 Two new SET commands increase convenience of STN 

searching 
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STN Operating Hours Plus Help Desk Availability 

Welcome Banner and News Items 

For general information regarding STN implementation of IPC 8 



Enter NEWS followed by the item number or name to see news on that 
specific topic. 

All use of STN is subject to the provisions of the STN Customer 
agreement. Please note that this agreement limits use to scientific 
research. Use for software development or design or implementation 
of commercial gateways or other similar uses is prohibited and may 
result in loss of user privileges and other penalties. 
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FILE 'HOME' ENTERED AT 17:11:38 ON 30 NOV 2008 

=> file medline embase biosis scisearch caplus 

COST IN U.S. DOLLARS SINCE FILE TOTAL 



FILE 'MEDLINE' ENTERED AT 17:11:54 ON 30 NOV 2008 

FILE 'EMBASE' ENTERED AT 17:11:54 ON 30 NOV 2008 
Copyright (c) 2008 Elsevier B.V. All rights reserved. 

FILE 'BIOSIS' ENTERED AT 17:11:54 ON 30 NOV 2008 
Copyright (c) 2008 The Thomson Corporation 

FILE 'SCISEARCH' ENTERED AT 17:11:54 ON 30 NOV 2008 
Copyright (c) 2008 The Thomson Corporation 

FILE 'CAPLUS' ENTERED AT 17:11:54 ON 30 NOV 2008 

USE IS SUBJECT TO THE TERMS OF YOUR STN CUSTOMER AGREEMENT. 

PLEASE SEE "HELP USAGETERMS" FOR DETAILS. 

COPYRIGHT (C) 2008 AMERICAN CHEMICAL SOCIETY (ACS) 

=> s process? 

LI 9275018 PROCESS? 

=> s 11 and purif? 

L2 327624 LI AND PURIF? 

=> s 12 and fibrinogen 

L3 1143 L2 AND FIBRINOGEN 

=> s 13 and "immobilized metal ion affinity chromatography" 

L4 0 L3 AND "IMMOBILIZED METAL ION AFFINITY CHROMATOGRAPHY" 

=> s 13 and affinity chromatography 

L5 109 L3 AND AFFINITY CHROMATOGRAPHY 

=> s 15 and metal ion 

L6 2 L5 AND METAL ION 



FULL ESTIMATED COST 
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=> dup remove 16 
PROCESSING COMPLETED FOR L6 

L7 2 DUP REMOVE L6 (0 DUPLICATES REMOVED) 



=> d 17 1-2 cbib abs 



L7 ANSWER 1 OF 2 CAPLUS COPYRIGHT 2008 ACS on STN 

2004:60658 Document No. 140:105288 Process for producing a 

virus-inactivated thrombin preparation. Connolly, Caroline; Hardway, 
Christopher; Evans, David; Feldman, Peter (National Blood Authority, UK) . 
PCT Int. Appl. WO 2004007707 Al 20040122, 40 pp. DESIGNATED STATES: W: 
AE, AG, AL, AM, AT, AT, AU, AZ, BA, BB, BG, BR, BY, BZ, CA, CH, CN, CO, 
CR, CU, CZ, CZ, DE, DE, DK, DK, DM, DZ, EC, EE, EE, ES, FI, FI, GB, GD, 
GE, GH, GM, HR, HU, ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, 
LS, LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NI, NO, NZ, OM, PG, PH, 
PL, PT, RO, RU, SO, SO, SE, SG, SK, SK, SL, SY, TJ, TM, TN, TR, TT, TZ, 
UA, UG, US, UZ, VC, VN, YU, ZA, ZM, ZW; RW: AT, BE, BF, BJ, CF, CG, CH, 
CI, CM, CY, DE, DK, ES, FI, FR, GA, GB, GR, IE, IT, LU, MC, ML, MR, NE, 
NL, PT, SE, SN, TD, TG, TR. (English). CODEN: PIXXD2. APPLICATION: WO 
2003-GB2942 20030707. PRIORITY: GB 2002-16002 20020710. 

AB A method for the preparation of virus-inactivated thrombin comprising 

solvent-detergent virus inactivation of a solution comprising prothrombin and 
factor X, loading the virus inactivated prothrombin and factor X onto an 
anion exchange medium, washing the medium to remove the reagents used for 
the solvent-detergent virus inactivation, and activating the prothrombin 
on the medium to form thrombin by the addition of metal 
ions, preferably calcium ions. The thrombin is then preferably 
selectively eluted from the anion exchange medium. Specifically, methods 
for activating and purification of prothrombin through anion exchange 
chromatog. using trometamol buffers, citrate-phosphate buffers, DEAE 
Sepharose CL6B column, Fractogel EMD-DEAE 650 (S) column with the addition of 
calcium or magnesium ions are provided. Furthermore, the activity of 
purified thrombin, and its formulation, freeze drying and 
heat-treatment are also described. 

L7 ANSWER 2 OF 2 CAPLUS COPYRIGHT 2008 ACS on STN 

2004:60540 Document No. 140:99534 Processes for the preparation of 
fibrinogen. Kingsland, Sarah; Clemmitt, Robert; Evans, David; 
Feldman, Peter (National Blood Authority, UK). PCT Int. Appl. WO 
2004007533 Al 20040122, 41 pp. DESIGNATED STATES: W: AE, AG, AL, AM, AT, 
AT, AU, AZ, BA, BB, BG, BR, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, CZ, DE, 
DE, DK, DK, DM, DZ, EC, EE, EE, ES, FI, FI, GB, GD, GE, GH, GM, HR, HU, 
ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, LS, LT, LU, LV, MA, 
MD, MG, MK, MN, MW, MX, MZ, NI, NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, 
SD, SE, SG, SK, SK, SL, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ, VC, 
VN, YU, ZA, ZM, ZW; RW: AT, BE, BF, BJ, CF, CG, CH, CI, CM, CY, DE, DK, 
ES, FI, FR, GA, GB, GR, IE, IT, LU, MC, ML, MR, NE, NL, PT, SE, SN, TD, 
TG, TR. (English). CODEN: PIXXD2. APPLICATION: WO 2003-GB2928 20030707. 
PRIORITY: GB 2002-16001 20020710. 

AB The use of immobilized metal ion affinity 

chromatog. for the separation of fibrinogen from plasminogen, 
for the purification of fibrinogen and at least one other 
protein, for example plasminogen, and for the co-purification of 
fibrinogen and factor XIII is disclosed. 



=> s 15 and copper column 

L8 0 L5 AND COPPER COLUMN 

=> s 15 and copper 

L9 6 L5 AND COPPER 

=> dup remove 19 
PROCESSING COMPLETED FOR L9 

LIO 5 DUP REMOVE L9 (1 DUPLICATE REMOVED) 



=> s 110 and pd<20020710 

1 FILES SEARCHED. . . 

4 FILES SEARCHED. . . 
Lll 4 LIO AND PD<20020710 

=> d 111 1-4 cbib abs 

Lll ANSWER 1 OF 4 CAPLUS COPYRIGHT 2008 ACS on STN 
2004:681323 Document No. 141:186902 Purification of human acid 

a-glucosidase for use in enzyme replacement therapy. Reuser, Arnold 
J.; Van Der Ploeg, Ans T. (Neth.). U.S. Pat. Appl. Publ. US 20040161837 
Al 20040819, 59 pp., Cont . -in-part of U.S. Ser. No. 46,180. (English). 
CODEN: USXXCO. APPLICATION: US 2004-777644 20040213. PRIORITY: US 
1995-1796P 19950802; US 1996-700760 19960729; US 2001-770253 20010129; US 
2001-886477 20010622; US 2002-46180 20020116. 
AB The invention provides methods of purifying lysosomal proteins, 

pharmaceutical compns. for use in enzyme replacement therapy, and methods 
of treating Pomps ' s disease using purified human acid 
a-glucosidase. The invention provides a method of purifying 
human acid a-glucosidase comprising: (a) applying a sample containing 
human acid a-glucosidase and contaminating proteins to an anion 
exchange or an affinity column under conditions in which the 
a-glucosidase binds to the column; (b) collecting an eluate enriched 
in a-glucosidase from the anion exchange or affinity column; (c) 
applying the eluate to (i) a hydrophobic interaction column under 
conditions in which a-glucosidase binds to the column and then 
collecting a further eluate further enriched in a-glucosidase, or 
(ii) contacting the eluate with hydroxylapatite under conditions in which 
a-glucosidase does not bind to hydroxylapatite and then collecting 
the unbound fraction enriched in a-glucosidase. Human acid 
a-glucosidase was purified from milk of transgenic mice. 
Clin, trials and pharmaceutical formulations containing human acid 
a-glucosidase for treatment of human acid a-glucosidase 
deficiency are described. 

Lll ANSWER 2 OF 4 CAPLUS COPYRIGHT 2008 ACS on STN 
2002:450373 Document No. 137:17132 Purification of human acid 

a-glucosidase for use in enzyme replacement therapy. Reuser, Arnold 
J.; Van Der Ploeg, Ans T. (Neth.). U.S. Pat. Appl. Publ. US 20020073438 
Al 20020613, 58 pp., Cont . -in-part of U.S. Ser. No. 770,253. 
(English). CODEN: USXXCO. APPLICATION: US 2001-886477 20010622. 
PRIORITY: US 1995-1796P 19950802; US 1998-111291P 19981207; US 2001-770253 
20010129. 

AB The invention provides methods of purifying lysosomal proteins, 

pharmaceutical compns. for use in enzyme replacement therapy, and methods 
of treating Pompe ' s disease using purified human acid 
a-glucosidase. The invention provides a method of purifying 
human acid a-glucosidase comprising: (a) applying a sample containing human 
acid a-glucosidase and contaminating proteins to an anion exchange 
or an affinity column under conditions in which the a-glucosidase 
binds to the column; (b) collecting an eluate enriched in 
a-glucosidase from the anion exchange or affinity column; (c) 
applying the eluate to (i) a hydrophobic interaction column under 
conditions in which a-glucosidase binds to the column and then 
collecting a further eluate further enriched in a-glucosidase, or 
(ii) contacting the eluate with hydroxylapatite under conditions in which 
a-glucosidase does not bind to hydroxylapatite and then collecting 
the unbound fraction enriched in a-glucosidase. 



Lll ANSWER 3 OF 4 CAPLUS COPYRIGHT 2008 ACS on STN 

1999:659489 Document No. 131:268984 Chromatographic purification 



of human acid a-glucosidase and its use for treatment of Pompe ' s 
disease. Van Corven, Emile; Weggeman, Miranda (Pharming Intellectual 
Property B.V., Neth.). PCT Int. Appl . WO 9951724 Al 19991014, 
83 pp. DESIGNATED STATES: W: AE, AL, AM, AT, AU, AZ, BA, BE, EG, ER, BY, 
CA, CH, CN, CU, CZ, DE, DK, EE, ES, FI, GE, GD, GE, GH, GM, HR, HU, ID, 
IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, LS, LT, LU, LV, MD, MG, 
MK, MN, MW, MX, NO, NZ, PL, PT, RO, RU, SD, SE, SG, SI, SK, SL, TJ, TM, 
TR, TT, UA, UG, US, UZ, VN, YU, ZA, ZW, AM, AZ, BY, KG, KZ, MD, RU, TJ, 
TM; RW: AT, BE, BF, BJ, CF, CG, CH, CI, CM, CY, DE, DK, ES, FI, FR, GA, 
GB, GR, IE, IT, LU, MC, ML, MR, NE, NL, PT, SE, SN, TD, TG. (English) . 
CODEN: PIXXD2. APPLICATION: WO 1999-EP2475 19990406. PRIORITY: GB 
1998-7464 19980407. 
AB The invention provides methods of purifying human acid 

a-glucosidase, particularly from the milk of transgenic animals. 
The methods employ two chromatog. steps. The first step is usually anion 
exchange chromatog. and the second step is hydrophobic interaction 
chromatog. The purification procedure readily generates human 
a-glucosidase in at least 99 % weight /weight purity. Also provided are 
pharmaceutical compns. and methods for using purified human acid 
a-glucosidase in treatment of patients with Pompe ' s disease. 

Lll ANSWER 4 OF 4 CAPLUS COPYRIGHT 2008 ACS on STN 

1991:488789 Document No. 115:88789 Original Reference No. 115 : 15179a, 15182a 
Process for purifying a metal-binding protein using an 
immobilized metal affinity chromatography resin. 

Staples, Mark A.; Pargellis, Christopher A. (Biogen, Inc., USA). PCT Int. 
Appl. WO 9012803 Al 19901101, 36 pp. DESIGNATED STATES: W: AU, 
CA, FI, JP, KR, NO, US; RW: AT, BE, CH, DE, DK, ES, FR, GB, IT, LU, NL, 
SE. (English). CODEN: PIXXD2. APPLICATION: WO 1990-US1991 19900412. 
PRIORITY: US 1989-338991 19890414. 

AB Metal-binding proteins are purified from contaminants of similar 

net charge and mol. weight by contacting a solution containing the protein 

with an 

immobilized metal affinity chromatog. resin in a 

buffer containing a low concentration of a weak ligand for the chelant of the 
resin . 

The adsorbed protein is then eluted using a buffer having a high concentration 

of 

the same weak ligand, e.g. Tris. Agarose-iminodiacetic acid resins having 
Cu2+ are preferred. Chelating Sepharose 6B treated with CuC12 was used in 
the purification of recombinant soluble T4 (CD4) antigen fom 
contaminating fragment Bb of complement factor B. 



=> s purif? 

L12 2632563 PURIF? 

=> s 112 and fibrinogen 

L13 13272 L12 AND FIBRINOGEN 

=> s 113 and affinity chromatog? 

L14 1018 L13 AND AFFINITY CHROMATOG? 

=> s 114 and copper column 

L15 0 LI 4 AND COPPER COLUMN 

=> s 114 and zinc 

L16 38 L14 AND ZINC 



=> s 116 and zinc column 

L17 0 L16 AND ZINC COLUMN 



=> s 116 and plasminogen 

LI 8 8 LI 6 AND PLASMINOGEN 



=> dup remove 118 
PROCESSING COMPLETED FOR L18 

L19 5 DUP REMOVE L18 (3 DUPLICATES REMOVED) 

=> d 119 1-5 cbib abs 

L19 ANSWER 1 OF 5 CAPLUS COPYRIGHT 2008 ACS on STN 

2006:480814 Document No. 146:77425 Approaches to the study of N-linked 
glycoproteins in human plasma using lectin affinity 
chromatography and nano-HPLC coupled to electrospray linear ion 
trap-Fourier transform mass spectrometry. Wang, Yonghui; Wu, Shiaw-lin; 
Hancock, William S. (Barnett Institute, Northeastern University, Boston, 
MA, 02115, USA). Glycobiology, 16(6), 514-523 (English) 2006. CODEN: 
GLYCE3. ISSN: 0959-6658. Publisher: Oxford University Press. 

AB In this publication, the authors will describe the combination of lectin 
affinity chromatog. with nano HPLC coupled to a linear 

ion trap Fourier transform mass spectrometer (capillary LC-LTQ/FTMS) to 

characterize N-linked glycosylation structures in human plasma proteins. 

The authors used a well-characterized glycoprotein, tissue 

plasminogen activator (rt-PA) , which is present at low levels in 

blood, as a standard to determine the dynamic range of this approach. N-linked 

glycopeptides derived from rt-PA could be characterized at a ratio of 

1:200 in human plasma (rtPA: Total plasma protein, weight/weight) by accurate 

mass measurement in the FTMS and fragmentation (MSn) in the linear ion 

trap. The authors demonstrated that this platform has the potential to 

characterize the general N-linked glycosylation structures of abundant 

glycoproteins present in human plasma without the requirement for 

antibody-based purification, or addnl. carbohydrate anal, protocols. 

This conclusion was supported by the determination of carbohydrate structures 

for 

three glycoproteins, IgG, haptoglobin, and alpha-l-acid glycoprotein, at 
their natural levels in a human plasma sample, but only after the lectin 
enrichment step. 

LI 9 ANSWER 2 OF 5 CAPLUS COPYRIGHT 2008 ACS on STN 

2002:907166 Document No. 138:322 Plasma glucosylceramide deficiency as risk 
factor for thrombosis and modulator of anticoagulant protein C. Griffin, 
John H.; Deguchi, Hiroshi; Fernandez, Jose (USA). U.S. Pat. Appl . Publ . 
US 20020177563 Al 20021128, 32 pp. (English) . CODEN: USXXCO. 
APPLICATION: US 2002-86943 20020228. PRIORITY: US 2001-272103P 20010228; 
US 2001-278045P 20010322. 

AB The present invention has determined that exogenously added glucosylceramide 
(GlcCer) and other neutral glycolipids such as the homologous Glc-containing 
globotriaosylceramide (Gb3Cer), dose-dependently prolonged clotting times 
of normal plasma in the presence but not absence of APC:protein S, 
indicating GlcCer or Gb3Cer can enhance protein C pathway anticoagulant 
activity. In studies using purified proteins, inactivation of 
factor Va by APC:protein S was enhanced by GlcCer alone and by GlcCer, 
globotriaosylceramide, lactosylceramide, and galactosylceramide in 
multicomponent vesicles containing phosphatidylser ine and phosphatidylcholine. 
Thus, the present invention provides neutral glycolipids such as GlcCer 
and Gb3Cer, as anticoagulant cofactors that contribute to the 
antithrombotic activity of the protein C pathway. The present invention 
has also determined that a deficiency of plasma GlcCer is a risk factor for 
thrombosis. Methods are provided to determine individuals at risk for 
thrombosis, methods of treatment as well as methods of screening for 
antithrombotic factors from neutral glycolipids. 



L19 ANSWER 3 OF 5 MEDLINE on STN DUPLICATE 1 



1991378546. PubMed ID: 1898066. Purification and 

characterization of a fibrinolytic enzyme from venom of the southern 
copperhead snake (Agkistrodon contortrix contortrix) . Guan A L; Retzios A 
D; Henderson G N; Markland F S Jr . (Department of Biochemistry, University 
of Southern California School of Medicine, Los Angeles 90033. ) Archives 
of biochemistry and biophysics, (1991 Sep) Vol. 289, No. 2, pp. 197-207. 
Journal code: 0372430. ISSN: 0003-9861. Pub. country: United States. 
Language: English. 

AB A fibrinolytic enzyme present in Agkistrodon contortrix contortrix 
(southern copperhead) venom has been purified by combination of 
CM-cellulose chromatography, molecular sieve chromatography on Sephadex 
G-lOO, p-aminobenzamidine-agarose affinity 

chromatography, and DEAE-cellulose chromatography. The enzyme, 
fibrolase, has a molecular weight of 23,000-24,000 and an isoelectric 
point of pH 6 . 8 . It is composed of approximately 200 amino acids, 
possesses a blocked NH2-terminus and contains little or no carbohydrate. 
The enzyme shows no activity against a series of chromogenic 
p-nitroanilide substrates and is not inhibited by 

diisopropylf luorophosphate, soybean trypsin inhibitor, Trasylol, or 
p-chloromercuribenzoate . However, the enzyme is a metalloproteinase since 
it is inhibited by EDTA, o-phenanthroline and tetraethylenepentamine (a 
specific zinc chelator) . Metal analysis revealed 1 mol of 
zinc/mol of protein. Study of cleavage site preference of the 
fibrinolytic enzyme using the oxidized B chain of insulin revealed that 
specificity is similar to other snake venom metalloproteinases with 
cleavage primarily directed to an X-Leu bond. Interestingly, unlike some 
other venom fibrinolytic metalloproteinases, fibrolase exhibits little if 
any hemorrhagic activity. The enzyme exhibits direct fibrinolytic 
activity and does not activate plasminogen. In vitro studies 
revealed that fibrolase dissolves clots made either from purified 
fibrinogen or from whole blood. 

L19 ANSWER 4 OF b CAPLUS COPYRIGHT 2008 ACS on STN 

1991:202466 Document No. 114:202466 Original Reference No. 114 : 34041a, 34044a 
Thrombolytic salivary plasminogen activators from the vampire 
bat Desmodus rotundus. Baldus, Berthold; Donner, Peter; Schleuning, Wolf 
Dieter; Alagon, Alejandro; Boidol, Werner; Kraetzschmar , Joern Reiner; 
Haendler, Bernhard Jacques; Langer, Gemot (Schering A.-G., Germany). 
Eur. Pat. Appl. EP 383417 Al 19900822, 49 pp. DESIGNATED STATES: R: AT, 
BE, CH, DE, DK, ES, FR, GB, GR, IT, LI, LU, NL . (English). CODEN: 
EPXXDW. APPLICATION: EP 1990-250043 19900213. PRIORITY: DE 1989-3904580 
19890213; DE 1989-39179492 19890217. 

AB Novel plasminogen activators (vPAal, vPAa2, 

vPAP, vPAy) for use as fibrinolytics are isolated and 

characterized from the saliva of the vampire bat Desmodus rotundus and 

cDNAs encoding the proteins cloned. The proteins were purified 

from saliva by a combination of Zn++ chelate affinity 

chromatog., gel filtration, and hydroxyapatite chromatog. Binding 

to immobilized Erythrina latissima trypsin inhibitor, heparin-Sepharose, 

and immobilized fibrin were demonstrated. In micro-clot lysis assays the 

novel plasminogen activators were more active than tissue 

plasminogen activator, and in vitro plasminogen 

activation was also more efficient. 

L19 ANSWER 5 OF 5 MEDLINE on STN 

1989255263. PubMed ID: 2566603. Interaction of histidine-r ich glycoprotein 
with human T lymphocytes. Saigo K; Shatsky M; Levitt L J; Leung L K. 
(Department of Medicine, Stanford University Medical School, California 
94305. ) The Journal of biological chemistry, (1989 May 15) Vol. 264, No. 
14, pp. 8249-53. Journal code: 2985121R. ISSN: 0021-9258. Pub. country: 
United States. Language: English. 

AB Histidine-rich glycoprotein (HRGP) , a human plasma and platelet protein. 



interacts with multiple ligands in vitro, including heparin, 
plasminogen, thrombospondin, and f ibrinogen/f ibrin . In 

this study, the binding of HRGP to human T lymphocytes was characterized. 

The binding was specific, concentration-dependent, saturable, and 
reversible. Scatchard plot analysis revealed two classes of binding 
sites: the high affinity class had an apparent dissociation constant (Kd) 
of 1.92 X 10(-8) M, with 0.92 X 10(4) sites/cell, and the low affinity 
class had a Kd of 4.97 X 10 (-7) M, with 3.7 X 10(4) sites/cell. HRGP 
binding to T cells in the presence of HRGP-depleted serum was comparable 
to that observed in buffer. Dot-blot analysis showed that HRGP bound to 
specific T cell proteins. Using both HRGP affinity 
chromatography and immunoprecipitation with affinity- 
purified anti-HRGP IgG, a major 56-kDa HRGP-binding protein in 
surface labeled T cell lysates was demonstrated. The 56-kDa protein was 
shown not to be related to the CD2 molecule on T cells. The binding 
characteristics of HRGP to T lymphocytes indicate a specific 
ligand-receptor interaction. This is the first demonstration of HRGP 
binding to a cell surface, and its binding to human T cells may play an 
important role in T lymphocyte biology. 



=> s "IMAC" 

L20 7106 "IMAC" 

=> s 120 and fibrinogen 

L21 14 L2 0 AND FIBRINOGEN 

=> dup remove 121 
PROCESSING COMPLETED FOR L21 

L22 6 DUP REMOVE L21 (8 DUPLICATES REMOVED) 

=> d 122 1-6 cbib abs 

L22 ANSWER 1 OF 6 MEDLINE on STN 

2008522474. PubMed ID: 18670766. Identification of free phosphopeptides in 
different biological fluids by a mass spectrometry approach. Cirulli 
Claudia; Chiappetta Giovanni; Marino Gennaro; Mauri Pierluigi; Amoresano 
Angela. (Department of Organic Chemistry and Biochemistry, Federico II 
University of Naples, 80126, Naples, Italy. ) Analytical and bioanalytical 
chemistry, (2008 Sep) Vol. 392, No. 1-2, pp. 147-59. Electronic 
Publication: 2008-08-01. Journal code: 101134327. E-ISSN: 1618-2650. Pub. 
country: Germany: Germany, Federal Republic of. Language: English. 

AB Human body fluids have been rediscovered in the post-genomic era as a 
great source of biological markers and perhaps as source of potential 
biomarkers of disease. Recently, it has been found that not only proteins 
but also peptides and their modifications can be indicators of early 
pathogenic processes. This paper reports the identification of free 
phosphopeptides in human fluids using an improved IMAC strategy 
coupled to iterative mass spectrometry-based scanning techniques (neutral 
loss, precursor ion, multiple reaction monitoring) . Many peptides were 
detected in the enriched extract samples when submitted to the 
MS-integrated strategy, whereas they were not detected in the initial 
extract samples. The combination of the IMAC-modif led protocol 
with selective "precursor ion" and constant "neutral loss" triple 
quadrupole scan modes confers a high sensitivity on the analysis, allowing 
rapid phosphopeptide identification and characterization, even at low 
concentrations. To the best of our knowledge this work represents the 
first report exclusively focused on the detection of free phosphorylated 
peptides in biological fluids. 

L22 ANSWER 2 OF 6 SCISEARCH COPYRIGHT (c) 2008 The Thomson Corporation on 
STN 



2007:504137 The Genuine Article (R) Number: 156X0. A novel ATR-FTIR approach 
for characterisation and identification of ex situ immobilised species. 
Andersson, Per Ola (Reprint) ; Lundquist, Margaretha; Teqler, Lotta; 
Borjejren, Susanne; Baltzer, Lars; Osterlund, Lars. FOI NBC Def, Dept 
Environm & Protect, S-90182 Umea, Sweden (Reprint) ; Univ Uppsala, Dept 
Organ Chem, S-75121 Uppsala, Sweden, perola.andersson@foi.se; 
lars.osterlund@foi.se. CHEMPHYSCHEM (2 APR 2007) Vol. 8, No. 5, pp. 
712-722. ISSN: 1439-4235. Publisher: WILEY-V C H VERLAG GMBH, PO BOX 10 11 
61, D-69451 WEINHEIM, GERMANY. Language: English. 
*ABSTRACT IS AVAILABLE IN THE ALL AND lALL FORMATS* 

AB We demonstrate a novel method to analyse ex situ prepared protein 

chips by attenuated total reflection Fourier IR spectroscopy (ATR-FTIR) , 
which circumvents tedious f unctionalisation steps of internal reflection 
elements (IREs), and simultaneously allows for complementary measurements 
by other analytical techniques. This concept is proven by utilising 
immobilised metal affinity capture (IMAC (TM) ) chips containing 
about 10 mu m thick films of copolymers coated with nitr ilotr iacetic acid 
(NTA) groups, which originally was manufactured for surface enhanced loser 
desorption ionisation (SELDI) spectrometry. Three immobilisation steps 
were analysed by ATR-FTIR spectroscopy: 1) NTA complexation with 
nickel (II) ions 2) binding of two histidine (His) -tagged synthetic 
peptides of 25 (25-His6) and 48 (48-His6) amino acids to the NTA-groups 
and 3) attachment of a ligand, mesyl amide, to the surface-bound 48-His6. 
Despite interference from H20, both amide I and 11 were well resolved. 
Utilising peptide adsorption in the thick copolymer matrix yields a high 
saturation peptide concentration of approximate to lOOmgmL(-l) and a 
dissociation constant of, 116 +/- 11 mu m, as determined by a detailed 
analysis of the Langmuir adsorption isotherm. The mesyl amide ligand was 
directly seen in the raw ATR-FTIR spectrum with specific peaks in the 
fingerprint region at 7172 and 1350 cm(-l) . Several aspects of the fine 
structure of the amide I bond of the peptide were analysed: influences 
from secondary structure, amino side chains and competing contamination 
product. We believe that this approach has great potential as a 
stand-alone or complementary analytical tool for determination of the 
chemical composition of f unctionalised surfaces. We emphasise further 
that with this approach no chemical treatment of IREs is needed; the chips 
can be regenerated and reused, and applied in other experimental set-ups. 
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2006:137267 Document No.: PREV200600133280 . Serum protein profiling 

distinguishes BCR-ABL plus CML from normal and neutrophilia cases. 
Mohamedali, Azim M. [Reprint Author]; Sahu, Satyaji; Thomas, Nicholas 
Shaun B.; Mufti, Ghulam J.. Kings Coll London, Dept Haematol Med, London 
WC2R 2LS, UK. Blood, (NOV 16 2005) Vol. 106, No. 11, Part 2, pp. 298B. 
Meeting Info.: 47th Annual Meeting of the American-Society-of -Hematology . 
Atlanta, GA, USA. December 10 -13, 2005. Amer Soc Hematol. 
CODEN: BLOOAW. ISSN: 0006-4971. Language: English. 
AB We sought to identify additional biomarkers for chronic myelogenous 

leukaemia (CML) that could be an aid to early diagnosis and also yield 
novel antigens for immunotherapy. To this end, we screened patient serum 
samples at presentation against hematologically normal controls as well as 
patients with neutrophilia using Surface Enhanced Laser 
Desorption/ Ionization technology (SELDI; Ciphergen ProteinChip series 
4000). A total of 84 retrospective and prospective serum samples were 
analysed: presentation - 28, reactive neutrophilia (> 15 x 10(9) 
neutrophils/L) - 24 and hematopoietic normal controls - 33. Patients were 
initially screened by routine cytogenetics and in some cases with qPCR for 
the BCR-ABL breakpoint. The sera samples were evaluated on 4 different 
array surfaces and the Immobilised Metal Affinity (IMAC) array 
was chosen as it bound serum proteins that distinguished CIVIL from normal 
controls. As little as 1 mu 1 serum was sufficient for each analysis. 
Biomarker artefacts due to variations in sample collection procedures were 



ruled out by analysing sera (n=4) from each group at the time of 
collection and 3 and 6 hours post collection. There were no significant 
differences in any of the biomarkers at any of the time points. The 
spectrum of proteins obtained from each of the 84 serum samples was 
averaged from duplicate runs per experiment. Using the Ciphergen Express 
program, a panel of 5 proteins were significantly differentially expressed 
in CML versus the reactive neutrophilia and normal hematopoietic controls 
(p < 0.001). These proteins were identified by a combination of 
purification techniques using Q HyperD F columns, desalting using reverse 
phase C-18 beads and isolating the biomarker by ID-SDS PAGE. The 
biomarkers were identified by peptide mass fingerprinting and confirmed by 
Tandem MS sequencing. These were 1) Albumin fragment - 2 . 8Kd (p < 3.5 x 
10 (-5), ROC=0.78), 2) Fibrinogen fragments 5.3Kd (p < 6.25 x 
lO(-lO), ROC=0.07) and 5.9Kd (p < 9.6 x 10(-8), ROC=0.14),3) Complement 3a 
precursor fragment - 8 . 9Kd (p < 0.00 15, ROC= 0.70), 4) Platelet basic 
protein precursor 10.2Kd (p < 1.5 x 10, ROC=0.73) and 5) Lysozyme - 14.6Kd 
(p=0. ROC=0.92). Biomarkers 3, 4 and 5 were also verified by antibody 
capture experiments using NP-20 arrays. In a blinded test set of sera, 
CIVIL, normal and neutrophilia samples were correctly classified 27/28 
(96%), 32/32 (100%), 20/24 (83%) respectively using a combination of the 
5.3Kd, 10.2 Kd and the 14.6 Kd markers (Biomaker Pattern software). The 
algorithm correctly classified 21 new samples as CML (7/8) and control 
(10/13). The 1/8 CML was misclassif ied for technical reasons. Therefore, 
a small number of serum biomarkers in as little as 1 mu 1 serum can be 
used to distinguish between patients with CML and neutrophilia or 
hematopoietic normal controls. Similar analyses may be applicable to 
other more heterogeneous hematological malignancies. 
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2004437894. PubMed ID: 15342217. Generation and characterization of a 

novel single-chain antibody fragment specific against human fibrin clots 
from phage display antibody library. Yan Jun Peng; Ko Ju Ho; Qi Yi Peng. 
(Key Laboratory of Virology, Ministry of Education, College of Life 
Science, Wuhan University, Hubei, PR China 430072. ) Thrombosis research, 
(2004) Vol. 114, No. 3, pp. 205-11. Journal code: 0326377. ISSN: 
0049-3848. Pub. country: United States. Language: English. 
AB A novel single-chain fragment variable (scFv) antibody was developed 

directed against human fibrin clots by using the human single fold scFv 
libraries I+J (Tomlinson I+J) . Three positively binding scFvs were 
evaluated by scFv-phage enzyme-linked immunosorbent assay (ELISA) and DNA 
sequencing. Then the positive scFv was expressed in soluble form in 
Escherichia coli HB2151 and purified by immobilized metal affinity 
chromatography (IMAC) with a yield of about 1 mg/1, the 

expression of soluble scFv was verified by Western blot analysis. The 
purified scFv could specifically recognize human fibrin clots and indicate 
no binding ability with human fibrinogen shown by ELISA. 

Furthermore, we will amplify the gene of the positive scFv by polymerase 
chain reaction (PCR) for future study of its role in diagnosis and therapy 
of thrombus-correlated diseases. 
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2004:727694 Document No. 142:128157 Fusion expression and purification of 

gloshedobin, a thrombin-like enzyme from Gloydius shedaoensis in E. coli. 
Li, Min; Yang, Qing; Bao, Yongming; Lei, Xuyu; Xu, Jianqiang; An, Lijia 
(Department of Biochemical Engineering, Dalian University of Technology, 
Dalian, 116024, Peop. Rep. China). Wuxi Qinggong Daxue Xuebao, 22(2), 
22-25 (Chinese) 2003. CODEN: WQDXF3 . ISSN: 1009-038X. Publisher: Wuxi 
Qinggong Daxue Xuebao Bianjibu. 

AB The gene of gloshedobin, a thrombin-like enzyme, from snake venom of 

Gloydius shedaoensis was cloned into expression vector pET32-a(+). The 
enzyme fused with thioredoxin at N-terminal part was expressed in E. coli 
BL21 (DE3) under the control of T7 lac promoter at 30°C with 1 



mmol/L IPTG for 6 h. Recombinant proteins distributed in soluble and insol. 
cellular fractions were purified by immobilized metal affinity chromatog. 
(IMAC) reap. SDS-PAGE was used to detect the purity of the 
protein. Dot-blot assay and f ibrinogen-clotting anal, showed 
that the purified protein is bioactive. 
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2000145903. PubMed ID: 10679673. Adsorption of human IgG on 

Cu (2+) -immobilized cellulose affinity membrane: preliminary study. Hari P 
R; Paul W; Sharma C P. (Division of Biosurface Technology, Biomedical 
Technology Wing, Sree Chitra Tirunal Institute for Medical Sciences & 
Technology, Thiruvananthapuram 695 012, India. ) Journal of biomedical 
materials research, (2000 May) Vol. 50, No. 2, pp. 110-3. Journal code: 
0112726. ISSN: 0021-9304. Pub. country: United States. Language: English. 
AB Immobilized metal ion affinity chromatography (IMAC) is widely 

used. Transition metal ions have a high affinity to some peptide 
sequences. We have studied the selective adsorption of human IgG from a 
mixture of albumin, gamma-globulin, fibrinogen, and IgG onto 
Cu(2+) ion-immobilized cellulose membrane. Although Cu(2+) ligand is 
selective to IgG, in general gamma-globulins also are adsorbed. The 
simplicity and lower cost of Cu(2+) ion-immobilized cellulose membranes 
may be useful for removing IgG from blood. 
Copyright 2000 John Wiley & Sons, Inc. 
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2008:127505 Document No.: PREV200800141205 . Expression of r-PA and Kringle2 in 
E. coli and the interactions with beta 2GPI. Sun, Shi -Jing; Zhang, Chun 
-E; Cai, Guo-Ping [Reprint Author] . Tsing Hua Univ, Grad Sch, Life Sci and 
Ocean Biol Lab, Shenzhen 518055, Peoples R China. 

caigp@sz.tsinghua.edu.cn. Zhou, G [Editor]; Lu, Z [Editor]; Takeyama, H 
[Editor]; Huang, L [Editor]. (2007) pp. 350-352. Progress on Post-Genome 
Technologies. Publisher: PHOENIX PUBL & MEDIA NETWORK, PUBL MANSION, 165 

ZHONGYANG RD, NANJING, 210009, PEOPLES R CHINA. 

Meeting Info.: 5th International Forum on Post-Genome Technologies. 
Suzhou, PEOPLES R CHINA. September 10 -11, 2007. 
ISBN: 978-7-900449-37-5(3). Language: English. 
AB Fragments of r-PA and Kringle2 were obtained by PCR and then recombinant 
plasmids, pQE30-rPA and pRSETa-K2, were constructed and transformed into 
E. coli strain BL21 (DE3), respectively. The expression of the target 
proteins was induced by 1 mmol/L IPTG and was identified by SDS-PAGE. The 
result showed that vast majority of the proteins was expressed in the 
format of inclusion body. Kringle2 and r-PA proteins were purified by 
immobilized metal ion-affinity chromatography (IMAC) from the 
dissolved inclusion bodies. The fibrinolytic activities of r-PA and 
Kringle2 were evaluated in vitro by fibrin agarose plate assay. We found 
that the catalytic activity of r-PA was enhanced when the concentration of 
beta 2GPI increased, whereas Kringle2 not. beta 2GPI was found in 
enzyme-linked inummosorbent assay (ELISA) to bind specially with r-PA and 
Kringle2, respectively. 
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2006:1173099 Document No. 145:487169 Identification of proteins showing 



changes in abundance or phosphorylation using stable isotope labeling in 
cancer diagnosis. Pope, Robert M. ; Liang, Xiquan; Hajivandi, Mahbod; 
Leite, John (Invitrogen Corporation, USA). PCT Int. Appl . WO 2006119435 
A2 20061109, 122pp. DESIGNATED STATES: W: AE, AG, AL, AM, AT, AU, AZ, 
BA, BB, BG, BR, BW, BY, BZ, CA, CH, ON, CO, CR, CU, CZ, DE, DK, DM, DZ, 
EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, HR, HU, ID, IL, IN, IS, JP, KE, 
KG, KM, KN, KP, KR, KZ, LC, LK, LR, LS, LT, LU, LV, LY, MA, MD, MG, MK, 
MN, MW, MX, MZ, NA, NG, NI, NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, 
SE, SG, SK, SL, SM, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ, VC, VN, 
YU, ZA; RW: AT, BE, BF, BJ, CF, CG, CH, CI, CM, CY, DE, DK, ES, FI, FR, 
GA, GB, GR, IE, IS, IT, LU, MC, ML, MR, NE, NL, PT, SE, SN, TD, TG, TR. 
(English). CODEN: PIXXD2. APPLICATION: WO 2006-US17162 20060504. 
PRIORITY: US 2005-678119P 20050504; US 2005-678392P 20050506; US 
2005-687355P 20050603. 
AB Methods for identifying proteins that are differentially expressed in 

disease state and normal cells using stable isotope labeling are described 
for diagnostic use. Stable isotope labeling of cells in culture allows 
for the identification of a multiplicity of proteins whose differential 
abundance in normal and disease state cells can be indicative of the 
disease state. Biomarkers are identified for breast cancer, in which the 
biomarkers are proteins having a two-fold or greater difference in 
abundance between breast cancer and normal cells. Identified biomarkers 
can be used detection methods that can provide diagnosis, typing, staging, 
or prognosis of cancer, such as breast cancer, or can be used to predict 
the response of cancer, such as breast cancer, to one or more anti-cancer 
agents . 
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2006:223724 The Genuine Article (R) Number: 016OW. Integrated bioprocess for 
the production and isolation of urokinase from animal cell culture using 
supermacroporous cryogel matrices. Kumar A (Reprint); Bansal V; 
Nandakumar K S; Galaev I Y; Roychoudhury P K R; Holmdahl R; Mattiasson B. 
Lund Univ, Dept Biotechnol, Ctr Chem & Chem Engn, POB 124, SE-22100 Lund, 
Sweden (Reprint) ; Lund Univ, Dept Biotechnol, Ctr Chem & Chem Engn, 
SE-22100 Lund, Sweden; Protista Biotechnol AB, IDEON, SE-22370 Lund, 
Sweden; Indian Inst Technol, Dept Biol Sci & Bioengn, Kanpur 208016, Uttar 
Pradesh, India; Indian Inst Technol, Dept Biochem Engn & Biotechnol, New 
Delhi 110016, India; Lund Univ, Biomed Ctr, Sect Med Inflammat Res, 
SE-22100 Lund, Sweden. Ashok.Kumar@biotek.lu.se. BIOTECHNOLOGY AND 
BIOENGINEERING (5 MAR 2006) Vol. 93, No. 4, pp. 636-646. ISSN: 0006-3592. 
Publisher: JOHN WILEY & SONS INC, 111 RIVER ST, HOBOKEN, NJ 07030 USA. 
Language: English. 

*ABSTRACT IS AVAILABLE IN THE ALL AND lALL FORMATS* 
AB An integrated cell cultivation and protein product separation process 

was developed using a new type of supermacroporous polyacrylamide gel, 
called cryogel (pAAm-cryogel ) support matrix. Human fibrosarcoma HT1080 
and human colon cancer HCT116 cell lines were used to secrete urokinase 
(an enzyme of immense therapeutic utility) into the culture medium. The 
secreted protein was isolated from the circulating medium using a 
chromatographic capture column. A pAAm cryogel support with covalently 
coupled gelatin (gelatin-pAAm cryogel) was used for the cultivation of 
anchorage dependent cells in the continuous cell culture mode in 5% carbon 
dioxide atmosphere. The cells were attached to the matrix within 4-6 h of 
inoculation and grew as a tissue sheet inside the cryogel matrix. 
Continuous urokinase secretion into the circulating medium was monitored 
as a parameter of growth and viability of cells inside the bioreactor. No 
morphological changes were observed in the cells eluted from the 
gelatin-cryogel support and re-cultured in T-flask. The gelatin-pAAm 
cryogel bioreactor was further connected to a pAAm cryogel column carrying 
Cu (II) -iminodiacetic acid (Cu ( II ) -IDA) -Uganda (Cu ( II ) -IDA-pAAm cryogel), 
which had been optimized for the capture of urokinase from the conditioned 



medium of the cell lines. Thus an automated system was built, which 
integrated the features of a hollow fiber reactor with a chromatographic 
protein separation system. The urokinase was continuously captured by the 

Cu ( II ) -IDA-pAAm cryogel column and periodically recovered through elution 
cycles. The urokinase activity increased from 250 PU/mg in the culture 
fluid to 2,310 PU/mg after recovery from the capture column which gave 
about ninefold purification of the enzyme. Increased productivity was 
achieved by operating integrated bioreactor system continuously for 32 
days under product inhibition free conditions during which no 
back-pressure or culture contamination was observed. A total 152,600 
Plough units of urokinase activity was recovered from 500 mL culture 
medium using 38 capture columns over a period of 32 days, (c) 2006 Wiley 
Periodicals, Inc. 
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2006:819120 The Genuine Article (R) Number: 075JY. Recovery of urokinase from 
integrated mammalian cell culture cryogel bioreactor and purification of 
the enzyme using p-aminobenzamidine affinity chromatography. Bansal V; 
Roychoudhury P K; Mattiasson B; Kumar A (Reprint) . Indian Inst Technol, 
Dept Biol Sci & Bioengn, Kanpur 208016, Uttar Pradesh, India (Reprint); 
Indian Inst Technol, Dept Biochem Engn & Biotechnol, New Delhi 110016, 
India; Lund Univ, Dept Biotechnol, Ctr Chem & Chem Engn, SE-22100 Lund, 
Sweden; Protista Biotechnol AB, IDEON, SE-22370 Lund, Sweden, ashokkumgiit 
k.ac.in. JOURNAL OF MOLECULAR RECOGNITION (JUL-AUG 2006) Vol. 19, No. 4, 
pp. 332-339. ISSN: 0952-3499. Publisher: JOHN WILEY & SONS LTD, THE 
ATRIUM, SOUTHERN GATE, CHICHESTER P019 8SQ, W SUSSEX, ENGLAND. Language: 
English. 

*ABSTRACT IS AVAILABLE IN THE ALL AND lALL FORMATS* 
AB An integrated product recovery system was developed to separate 

urokinase from the cell culture broth of human kidney cells HT1080. 
Supermacroporous monolithic cryogels provided ideal matrices with respect 
to surface and flow properties for use as cell culture scaffold as well as 
for affinity chromatographic capture step of the enzyme in the integrated 
system. The urokinase was produced continuously in the reactor running 
for 4 weeks with continuous circulation of 500 ml of culture medium. The 
enzyme activity in the culture medium reached to 280 Plough units (PU) /mg 
protein. Cu ( I I ) -iminodiacetic acid ( IDA) -polyacrylamide (pAAm) cryogel 
column was used to capture urokinase by integrating with the 
gelatin-coupled pAAm-cryogel bioreactor for HT1080 cell culture. After 
removing the urokinase capture column from the integrated system the bound 
protein was eluted. The metal affinity capture step gave 4.5-fold 
purification of the enzyme thus achieving a specific activity of 1300 
PU/mg protein. The enzyme eluate from Cu ( 1 1 ) -IDA-pAAm cryogel capture 
column was further purified on benzamidine-Sepharose affinity column. 
This step finally led to a homogeneous preparation of different forms of 
urokinase in two different ellution peaks with a best urokinase activity 
of 13 550 PU/mg of protein. As compared to initial activity in the cell 
culture broth, about 26.2- and 48.4-fold increase in specific activity was 
achieved with enzyme yields corresponding to 32% and 35% in two different 
peak fractions, respectively. Native electrophoresis and SDS-PAGE showed 
multiple protein bands corresponding to different forms of the urokinase, 
which were confirmed by Western blotting and zymography. Copyright (c) 
2006 John Wiley & Sons, Ltd. 
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2006079551. PubMed ID: 16368104. Supermacroporous cryogel matrix for 

integrated protein isolation. Immobilized metal affinity chromatographic 
purification of urokinase from cell culture broth of a human kidney cell 
line. Kumar Ashok; Bansal Vibha; Andersson Jonatan; Roychoudhury Pradip K; 
Mattiasson Bo. (Department of Biotechnology, Center for Chemistry and 
Chemical Engineering, Lund University, P.O. Box 124, SE-22100 Lund, 



Sweden. ) Journal of chromatography. A, (2006 Jan 20) Vol. 1103, No. 1, 
pp. 35-42. Electronic Publication: 2005-12-20. Journal code: 9318488. 
ISSN: 0021-9673. Pub. country: Netherlands. Language: English. 

AB A new type of supermacroporous, monolithic, cryogel affinity adsorbent was 
developed, allowing the specific capture of urokinase from conditioned 
media of human fibrosarcoma cell line HT1080. The affinity adsorbent was 
designed with the objective of using it as a capture column in an 
integrated perf usion/protein separation bioreactor setup. A comparative 
study between the utility of this novel cryogel based matrix and the 
conventional Sepharose based affinity matrix for the continuous capture of 
urokinase in an integrated bioreactor system was performed. Cu(II)-ion 
was coupled to epoxy activated polyacrylamide cryogel and Sepharose using 
iminodiacetic acid (IDA) as the chelating ligand. About 27-fold 
purification of urokinase from the conditioned culture media was achieved 
with Cu ( II ) -IDA-polyacrylamide cryogel column giving specific activity of 
about 814 Plough units (PU) /mg protein and enzyme yields of about 80%. 
High yields (95%) were obtained with Cu ( II ) -IDA-Sepharose column by virtue 
of its high binding capacity. However, the adsorbent showed lower 
selectivity as compared to cryogel matrix giving specific activity of 161 
PU/mg protein and purification factor of 5.3. The high porosity, 
selectivity and reasonably good binding capacity of 

Cu ( II ) -IDA-polyacrylamide cryogel column make it a promising option for 
use as a protein capture column in integrated perf usion/separation 
processes. The urokinase peak pool from Cu ( II ) -IDA-polyacrylamide cryogel 
column could be further resolved into separate fractions for high and low 
molecular weight forms of urokinase by gel filtration chromatography on 
Sephacryl S-200. The selectivity of the cryogel based IMAC 
matrix for urokinase was found to be higher as compared to that of 
Cu ( II ) -IDA-Sepharose column. 
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2004:204049 Document No. 140:249735 Cell culture, lysis and chromatog. 
purifn. methods for production of adenovirus vectors carrying cloned 
therapeutic genes. Senesac, Joseph (Introgen Therapeutics Inc., USA). 
PCT Int. Appl. WO 2004020971 A2 20040311, 250 pp. DESIGNATED STATES: W: 
AE, AG, AL, AM, AT, AU, AZ, BA, BB, BG, BR, BY, BZ, CA, CH, ON, CO, CR, 
CU, CZ, DE, DK, DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH, GM, HR, HU, ID, 
IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, LS, LT, LU, LV, MA, MD, 
MG, MK, MN, MW, MX, MZ, NI, NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, 
SE, SG, SK, SL, SY, TJ, TM, TN, TR, TT, TZ, OA, UG, UZ, VC, VN, YU, ZA, 
ZM, ZW; RW: AT, BE, BF, BJ, CF, CG, CH, CI, CM, CY, DE, DK, ES, FI, FR, 
GA, GB, GR, IE, IT, LU, MC, ML, MR, NE, NL, PT, SE, SN, TD, TG, TR. 
(English). CODEN: PIXXD2. APPLICATION: WO 2003-US26831 20030827. 
PRIORITY: US 2002-406591P 20020828. 

AB This invention provides methods for purification of clin. grade adenovirus from 
cell lysate by two-column chromatog. in addition to other purification steps. 
Also disclosed are methods for the high-yield production of adenovirus vectors 
by large-scale cell culture or bioreactor. Methods and materials for cell 
lysis and recovery of adenoviruses are disclosed. Adenovirus vectors 
carrying cloned therapeutic transgenes may be produced and purified by the 
methods of the invention. 
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2004:558500 Document No. 141:294715 Transfected insect cells in suspension 
culture rapidly yield moderate quantities of recombinant proteins in 
protein-free culture medium. Farrell, Patrick; latrou, Kostas 
(Pharmaceutical Production Research Facility, Faculty of Engineering, 
University of Calgary, Calgary, AB, T2N 1N4, Can.). Protein Expression 
and Purification, 36(2), 177-185 (English) 2004. CODEN: PEXPEJ. ISSN: 
1046-5928. Publisher: Elsevier Science. 

AB Methodol. to rapidly express milligram quantities of recombinant proteins 
through the Lipof ectin-mediated transfection of insect cells in 



small-scale, protein-free suspension culture is presented. The 
transfection phase in suspension culture was first optimized using the 
green fluorescence protein coupled with FACs anal, to examine the effect 
of variables such as the transfection media, duration, and cell d. on 
transfection efficiency and expression level. The recombinant protein 
production phase was optimized using secreted alkaline phosphatase (SEAP) as a 
reporter protein to evaluate the cell seeding d. and harvest time. Using 
this method, 5 secreted, 2 intracellular, and 1 chimeric protein were 
expressed at levels ranging from 6 to 50 mg/L. Furthermore, the ability 
to purify over 2 mg of His6-tagged SEAP by immobilized metal affinity 
chromatog. from 50 mL insect cell culture medium to greater than 95% 
purity was also demonstrated. This method is suitable for scale-up and 
high-throughput applications. 
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2004:680257 The Genuine Article (R) Number: 839TK. Chromatographic 

purification of an insoluble histidine tag recombinant Yk:t6p SNARE from 
Arabidopsis thaliana over-expressed in E-coli. Vincent P; Dieryck W; 
Maneta-Peyret L; Moreau P; Cassagne C; Santarelli X (Reprint) . Univ 
Bordeaux 2, ESTBB, 146 Rue Leo Saignat, F-33076 Bordeaux, France 
(Reprint); Univ Bordeaux 2, ESTBB, F-33076 Bordeaux, France; Univ Bordeaux 
2, CNRS, Lab Biogenese Membranaire, UMR 5544, F-33076 Bordeaux, France. 
xavier.santarelli@estbb.u-bordeaux2.fr. JOURNAL OF CHROMATOGRAPHY 
B-ANALYTICAL TECHNOLOGIES IN THE BIOMEDICAL AND LIFE SCIENCES (25 AUG 2004 
) Vol. 808, No. 1, Sp. iss. SI, pp. 83-89. ISSN: 1570-0232. Publisher: 
ELSEVIER SCIENCE BV, PO BOX 211, 1000 AE AMSTERDAM, NETHERLANDS. Language: 
English. 

*ABSTRACT IS AVAILABLE IN THE ALL AND lALL FORMATS* 
AB In order to undertake in plant cell the study of the endoplasmic 

reticulum (ER)-Golgi apparatus (OA) protein and/or lipid vesicular 
transport pathway, expressed sequence tag (EST) coding for a homologue to 
the yeast soluble N-ethylmaleimide-sensitive factor attachment protein 
receptors (SNAREs) Ykt6p has been cloned in Arabidopsis thaliana by 
reverse transcription polymerase chain reaction (RT-PCR) . The 
corresponding protein was over-expressed as a recombinant histidine-tag 
(his-tag) protein in E. coli. Starting from one litter of culture, an 
ultrasonic homogenization was performed for cell disruption and after 
centrif ugation the Arabidopsis Ykt6p SNARE present in inclusion bodies in 
the pellet was solubilized. After centrif ugation, the clarified feedstock 
obtained was injected onto an immobilized metal affinity chromatography ( 
IMAC) in presence of 6 M guanidine and on-column refolding was 
performed. Folded and subsequently purified (94% purity) recombinant 
protein was obtained with 82% of recovery. (C) 2004 Elsevier B.V. All 
rights reserved. 
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1997:381744 The Genuine Article (R) Number: WZ027. Immobilized metal-ion 
affinity chromatography: Imidazole proton pump and chromatographic 
sequelae .1. Proton pump. Sulkowski E. ROSWELL PK CANC INST, DEPT MOL & 
CELLULAR BIOL, BUFFALO, NY 14263. JOURNAL OF MOLECULAR RECOGNITION 
(SEP-DEC 1996) Vol. 9, No. 5-6, pp. 389-393. ISSN: 0952-3499. Publisher: 
JOHN WILEY & SONS LTD, BAFFINS LANE CHICHESTER, W SUSSEX, ENGLAND P019 
lUD. Language: English. 

*ABSTRACT IS AVAILABLE IN THE ALL AND TALL FORMATS* 
AB Complexation of imidazole (Im) with an iminodiacetate (IDA) metal 

chelate [IDA-M(II)] ligand of a chelating gel results in an acidification 
of the mobile phase. The scope of the action of this IDA-M(II)Im 'proton 
pump' in IMAC is determined by: (a) IDA-M(II) density of the 
gel; (b) concentration of applied Im; and (c) the buffering capacity of 
the mobile phase. Application of Im onto a metal chelate column in a 



gradient rather than in a stepwise manner, mitigates the proton pump's 
action, as it does an increase of buffer concentration in the mobile 
phase. However, only an antecedent conversion of the metal chelate gel, 
IDA-M(II), to its Im derivative, IDA-M(II) Im, can effectively 
circumscribe the action of the proton pump. The same holds true, as 
anticipated, when another chelating ligand (nitrilotriacetate) is used. 

L24 ANSWER 10 OF 11 SCISEARCH COPYRIGHT (c) 2008 The Thomson Corporation on 
STN 

1991:148267 The Genuine Article (R) Number: FA785. IMMOBILIZED METAL-ION 

AFFINITY PARTITIONING, A METHOD COMBINING METAL PROTEIN-INTERACTION AND 
PARTITIONING OF PROTEINS IN AQUEOUS 2-PHASE SYSTEMS. BIRKENMEIER G 
(Reprint); VIJAYALAKSHMI M A; STIGBRAND T; KOPPERSCHLAGER G. KARL MARX 
UNIV, INST BIOCHEM, LIEBIGSTR 16, O-7010 LEIPZIG, GERMANY (Reprint); UNIV 
TECHNOL COMPIEGNE, TECHNOL SEPARAT LAB, F-60206 COMPIEGNE, FRANCE; UMEA 
UNIV, INST PHYSIOL CHEM, S-90187 UMEA, SWEDEN. JOURNAL OF CHROMATOGRAPHY 
(22 FEB 1991) Vol. 539, No. 2, pp. 267-277. ISSN: 0021-9673. Publisher: 
ELSEVIER SCIENCE BV, PO BOX 211, 1000 AE AMSTERDAM, NETHERLANDS. Language: 
English. 

*ABSTRACT IS AVAILABLE IN THE ALL AND lALL FORMATS* 
AB Immobilized metal ions were used for the affinity extraction of 

proteins in aqueous two-phase systems composed of polyethylene glycol 
(PEG) and dextran or PEG and salt. Soluble chelating polymers were 
prepared by covalent attachment of metal-chelating groups to PEG. The 
effect on the partitioning of proteins of such chelating PEG derivatives 
coordinated with different metal ions is demonstrated. The proteins 
studied were alpha2-macroglobulin, tissue plasminogen activator, 
superoxide dismutase and monoclonal antibodies. The results indicate that 
immobilized metal ion affinity partitioning provides excellent potential 
for the extraction of proteins. 

L24 ANSWER 11 OF 11 SCISEARCH COPYRIGHT (c) 2008 The Thomson Corporation on 
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1991:667259 The Genuine Article (R) Number: GT220. IMMOBILIZED METAL-ION 
AFFINITY-CHROMATOGRAPHY (IMAC) CHEMISTRY AND BIOSEPARATION 

APPLICATIONS. WONG J W (Reprint); ALBRIGHT R L; WANG NHL. PURDUE UNIV, 
SCH CHEM ENGN, W LAFAYETTE, IN 47907 (Reprint); ROHM & HAAS CO, RES LABS, 
SPRING HOUSE, PA 19477; UNIV CALIF DAVIS, DAVIS, CA 95618. SEPARATION AND 
PURIFICATION METHODS (1991) Vol. 20, No. 1, pp. 49-106. ISSN: 0360-2540. 
Publisher: MARCEL DEKKER INC, 270 MADISON AVE, NEW YORK, NY 10016. 
Language: English. 

*ABSTRACT IS AVAILABLE IN THE ALL AND lALL FORMATS* 
AB This review discusses the principles of immobilized metal ion 

affinity chromatography (IMAC) and its applications to protein 
separations. IMAC functions by binding the accessible 
electron-donating pendant groups of a protein - such as histidine, 
cysteine, and tryptophan - to a metal ion which is held by a chelating 
group covalently attached on a stationary support. A common chelating 
group is iminodiacetate . The ions commonly used are of borderline or soft 
metals, such as Cu2+, Ni2+, Co2+, and Zn2+. Protein retention in 
IMAC depends on the number and type of pendant groups which can 
interact with the metal. The interaction is affected by a variety of 
independent variables such as pH, temperature, solvent type, salt type, 
salt concentration, nature of immobilized metal and chelate, ligand 
density, and protein size. Proteins are usually eluted by a decreasing pH 
gradient or by an increasing gradient of a competitive agent, such as 
imidazole, in a buffer. There are still several unresolved issues in 
IMAC. The exact structures of protein-immobilized metal complexes 
need to be known so that retention behavior of proteins can be fully 
understood and sorbent structures can be optimized. Engineering 
parameters, such as adsorption/desorption rate constants, sorbent 
capacities, and intraparticle dif f usivities, need to be developed for most 



protein systems. Engineering analysis and quantitative understanding are 
also needed so that IMAC can be used efficiently for large scale 
protein separations. 
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L26 ANSWER 1 OF 1 CAPLUS COPYRIGHT 2008 ACS on STN 

2006:513356 Document No. 144:495255 Purification of recombinant human 
factor XIII. Bransford, Carol; Cheema, Hardarshan; 

Hogg, Deborah; Meng, Wenmao; O'Donnell, Ray; Robertson, Ewan; Topping, 
Andrew ( Zymogenetics , Inc., USA). PCT Int. Appl . WO 2006056575 Al 
20060601, 31 pp. DESIGNATED STATES: W: AE, AG, AL, AM, AT, AU, AZ, BA, 
BB, BG, BR, BW, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, DM, DZ, EC, 
EE, EG, ES, FI, GB, GD, GE, GH, GM, HR, HU, ID, IL, IN, IS, JP, KE, KG, 
KM, KN, KP, KR, KZ, LC, LK, LR, LS, LT, LU, LV, LY, MA, MD, MG, MK, MN, 
MW, MX, MZ, NA, NG, NI, NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, SE, 
SG, SK, SL, SM, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ, VC, VN, YU, 
ZA; RW: AT, BE, BF, BJ, CF, CG, CH, CI, CM, CY, DE, DK, ES, FI, FR, GA, 
GB, GR, IE, IS, IT, LU, MC, ML, MR, NE, NL, PT, SE, SN, TD, TG, TR. 
(English). CODEN: PIXXD2. APPLICATION: WO 2005-EP56169 20051123. 
PRIORITY: US 2004-630614P 20041123. 
AB The present invention provides improved methods for the purification of 
factor XIII. In particular, the methods provide compns. 

containing 5 % or less contaminating proteins. In particular embodiments of 
the present invention the methods provide purified factor 
XIII compns. comprising less than 1 % activated factor 
XIII, less than 2 % protein aggregates, and/or less than 5 % 
charge isomers of factor XIII. The methods do not 

require the use a precipitation or crystallization step common to prior 
methods of 

isolating factor XIII. Instead, the method uses 

immobilized metal affinity chromatog. to remove various contaminants 
common to recombinant expression of factor XIII. 

Further, a combination of various chromatog. methods including ion 
exchange chromatog., hydrophobic affinity chromatog., and immobilized 
metal affinity chromatog. comprise a simple and less expensive method to 
produce a pharmaceutical grade factor XIII product at 
high yield. 
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L32 ANSWER 1 OF 1 CAPLUS COPYRIGHT 2008 ACS on SIN 

2004:60540 Document No. 140:99534 Processes for the preparation of 
fibrinogen. Kingsland, Sarah; Clemmitt, Robert 
; Evans, David; Feldman, Peter (National Blood 

Authority, UK). PCX Int. Appl . WO 2004007533 Al 20040122, 41 pp. 
DESIGNATED STATES: W: AE, AG, AL, AM, AT, AT, AU, AZ, BA, BB, BG, BR, BY, 
BZ, CA, CH, CN, CO, CR, CU, CZ, CZ, DE, DE, DK, DK, DM, DZ, EC, EE, EE, 
ES, FI, FI, GB, GD, GE, GH, GM, HR, HU, ID, IL, IN, IS, JP, KE, KG, KP, 
KR, KZ, LC, LK, LR, LS, LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NI, 
NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, SE, SG, SK, SK, SL, SY, TJ, 
TM, TN, TR, IT, TZ, UA, UG, US, UZ, VC, VN, YU, ZA, ZM, ZW; RW: AT, BE, 
BF, BJ, CF, CG, CH, CI, CM, CY, DE, DK, ES, FI, FR, GA, GB, GR, IE, IT, 
LU, MC, ML, MR, NE, NL, PT, SE, SN, TD, TG, TR. (English) . CODEN: 
PIXXD2. APPLICATION: WO 2003-GB2928 20030707. PRIORITY: GB 2002-16001 
20020710. 

AB The use of immobilized metal ion affinity chromatog. for the separation of 
fibrinogen from plasminogen, for the purification of 
fibrinogen and at least one other protein, for example 
plasminogen, and for the co-purification of fibrinogen and 
factor XIII is disclosed. 
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L39 ANSWER 1 OF 4 EMBASE COPYRIGHT (c) 2008 Elsevier B.V. All rights 

reserved on STN 

1990094857 EMBASE A small-scale model of factor VIII and factor IX 
fractionation from plasma. 

Feldman, P.; Winkelman, L.; Evans, H.; Pinnell, M. ; Murdoch, F.; 
Smith, J.K. . Plasma Fractionation Laboratory, Churchill Hospital, Oxford 
0X3 7LJ, United Kingdom. 

Transfusion Science Vol. 10, No. 4, pp. 279-286 1989. 



ISSN: 0955-3886. CODEN: TRASEE. 

Pub. Country: United Kingdom. Language: English. Summary Language: 
English. 

Entered STN: 911213. Last Updated on STN: 911213 
AB A small-scale model of factor VIII and factor IX fractionation from human 
plasma has been developed. Validation experiments demonstrate that it 
accurately reflects processing at pilot scale. Tests of reproducibility 
show that there is a greater agreement between pools composed of plasma 
from the same donors than of random donors, but to predict the performance 
of pilot and manufacturing scale fractionation several pools from 
different donor panels must be tested. 

L39 ANSWER 2 OF 4 MEDLINE on STN 

1989389312. PubMed ID: 2506696. Severely heated therapeutic factor VIII 
concentrate of high specific activity. Winkelman L; Owen N E; Evans D 
R; Evans H; Haddon M E; Smith J K; Prince P J; Williams J D; Lane R 
S. (Plasma Fractionation Laboratory, Churchill Hospital, Oxford, UK. ) Vox 
sanguinis, (1989) Vol. 57, No. 2, pp. 97-103. Journal code: 
0413606. ISSN: 0042-9007. Pub. country: Switzerland. Language: English. 

AB A new method for the manufacture of a heated factor VIII concentrate of 
high specific activity (2-6 lU factor VIII:C/mg protein) has been 
developed. Addition of heparin to cryoprecipitate extract at acid pH 
precipitated fibrinogen and fibronectin. Factor VIII was then 
recovered from the supernatant by precipitation with glycine and sodium 
chloride. After re-solution and desalting on Sephadex G-25, the 
concentrate was sterile-filtered and lyophilised. The dried product was 
stable to heating in the final container at 80 degrees C for 72 h. Data 
from 25 consecutive batches of concentrate prepared from 1,200-1,500 kg 
plasma pools are presented. The mean final yield of heated product was 
190 lU factor VIII:C/kg plasma. The concentrate has been found to be safe 
and effective in clinical use. 

L39 ANSWER 3 OF 4 MEDLINE on STN DUPLICATE 1 

1986316633. PubMed ID: 3750269. A pasteurised concentrate of human plasma 
factor XIII for therapeutic use. Winkelman L; Sims G E; Haddon M E; 
Evans D R; Smith J K. Thrombosis and haemostasis, (1986 Jun 
30) Vol. 55, No. 3, pp. 402-5. Journal code: 7608063. ISSN: 
0340-6245. Pub. country: GERMANY, WEST: Germany, Federal Republic of. 
Language: English. 

AB A therapeutic concentrate of factor XIII containing both A and B sub-units 
has been prepared from 300 kg pools of human plasma. The process starts 
from a cold-ethanol fraction from cryoprecipitate supernatant and 
therefore does not interfere with the recovery of other clinically 
valuable plasma proteins. Factor XIII is purified approximately 
600-fold from plasma by precipitation with sodium citrate and by the 
removal of fibrinogen by brief heating. The product has been 
pasteurised in sorbitol solution to inactivate blood-borne viruses, 
ultraf iltered to remove sorbitol, adsorbed with bentonite and freeze-dried 
in a formulation meeting requirements for intravenous injection. 
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1977:473289 Document No. 87:73289 Original Reference No. 87 : 11619a, 11622a 
Improved factor VIII concentrate of intermediate purity. Ellis, D.; 
Pettet, N.; Williams, J. D . ; Maycock, W. d'A.; Smith, J. K.; Evans, 
D. R.; Bidwell, E. (Blood Prod. Lab., Lister Inst. Prev. Med., 
Elstree/Herts. , UK). British Journal of Haematology, 36(1), 149-50 
(English) 1977. CODEN: B JHEAL . ISSN: 0007-1048. 

AB The properties and approx. composition of an improved Factor VIII [9001-27-8] 
concentrate are described. The Factor VIII was obtained by 2 modified 
procedures which had an addnl. purification stage (compared to the 
old procedure) , in which the contaminating proteins were precipitated from the 
Factor VIII extract by manipulating pH and temperature No new ions or 

precipitants 



were introduced by this procedure. The dried products thus prepared 
dissolved in approx. the same time as the earlier cones, and had similar 
compns. of ions. Sp. activity was increased but the ratio of 
fibrinogen to other proteins remained unchanged. Though the new 
cones, had a much higher potency (11-15 lU/mL) than the old cones. 
(4.0-5.5 lU/mL) , they were described as being in the intermediate-purity 
category. 
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